This dissection and sampling procedure was developed for the Network for Pancreatic Organ Donors with Diabetes (nPOD) program to standardize preparation of pancreas recovered from cadaveric organ donors. The pancreas is divided into 3 main regions (head, body, tail) followed by serial transverse sections throughout the medial to lateral axis. Alternating sections are used for fixed paraffin and fresh frozen blocks and remnant samples are minced for snap frozen sample preparations, either with or without RNAse inhibitors, for DNA, RNA, or protein isolation. The overall goal of the pancreas dissection procedure is to sample the entire pancreas while maintaining anatomical orientation.
finding pancreatic lymph nodes. Samples for cell isolations are held at 4°C until completion of tissue dissection while serum samples are processed in parallel. 2. Pathologist, pathology assistant, or equivalent-an experienced staff member leads the tissue handling and performs major dissections including division(s) of pancreas head and harvesting pancreatic lymph nodes. Initial efforts are directed towards pancreas followed by examination of peri-pancreatic fat for lymph nodes. 3. Laboratory technologist or equivalent-staff member trained in tissue trimming whose primary responsibilities are to weigh pancreas and regions and trim tissues for fixed and frozen blocks and for snap frozen vials. Receives duodenum and spleen from pathology assistant and processes these organs while the pathology assistant is processing the pancreas.
4. Laboratory assistant-staff member who assists the others including block and vial labeling, sample mincing for cryovials, and serum processing.
1. Remove the duodenum and spleen and clean the pancreas of extraneous fat, vessels, and nerves using blunt and sharp dissection 2. Place the cleaned pancreas on a dissecting board covered with paper towels. Dip a cotton-tipped applicator in blue ink and spread on the anterior surface of the pancreas. Blot off excess.
3. Optional: Dip a new applicator in black ink and spread on the posterior surface of the pancreas. Return pancreas to normal orientation with anterior surface facing prosector. 4. Cut the pancreas into 3 regions: head, body, and tail (Figure 1) . Cut the junction between head and body then divide the remaining portion into~equal portions for body and tail.
5. Weigh each region of pancreas and record weights (Case workup sheet (Appendix 1)). 6. Section (~0.5 cm) each region of the pancreas in a transverse "bread loaf" manner (Figure 1). 7. Use the sections from both junctions between regions for minced samples. Depending on pancreas size, a sample from the body-tail junction region may be difficult to obtain in which case the number of paraffin blocks can be decreased to obtain minced samples or only samples from the pancreas head-body region can be obtained. Label cryovials according as head or body to denote proximal region at the junction.
Mince pieces and divide evenly between cryovials (≥1 gram per vial).
Rapidly freeze vials without RNALater in liquid nitrogen or in the dry ice -isopentane slurry then transfer to a -80°C freezer.
2. Keep vials with RNALater at room temperature for 30 minutes to allow for equilibration, remix and rapidly freeze in liquid nitrogen or in the dry ice-isopentane slurry then transfer to a -80°C freezer. 12. Number blocks sequentially within region, starting with the most medial section.
13. For paraffin blocks, position cassettes so the label is to the left and place tissue into the cassette, maintaining its orientation. Close cassette lid and transfer to a container with~500 ml 10% neutral buffered formalin (NBF). Start timing fixation when the last cassette is placed in fixative.
14. For OCT blocks, pour a thin layer of OCT media into the prelabeled mold then lay the tissue in the mold being sure to maintain orientation and cover tissue with OCT. Rapidly immerse the OCT molds in a dry ice -isopentane slurry for~1 minute. Remove from slurry and place on dry ice for temporary storage or in -80°C freezer for long term storage.
15. Obtain~0.5 x 0.5 cm slices from the head-body junction for electron microscopy (EM). Place one slice in the TAAB fixative and the other slice in the Lowicryl fixative. Store both types of fixative with samples at 4°C for at least 48 hours and/or indefinitely until further processing for EM.
1. Isolate pancreatic lymph nodes (PLN) from fat and trim all connective tissue to the node capsule. Place in sterile cell culture dish containing DMEF. Depending on total numbers isolated, divide PLN into aliquots for fresh shipments, cryopreserved cell isolations, paraffin and/or OCT blocks, and vials. Mince large nodes into pieces no larger than 0.5 cm.
Representative Results

